throughout the conjugation and purification process and ran on non-reducing SDS-PAGE. Gels were Coomassie stained for protein after being imaged for PS fluorescence. Almost all unconjugated dye (seen at the dye front with the 10 kDa marker) was removed from the final product, conjugated dye was shown to be covalently bound (seen at the height of the protein). The small amount of non-covalent material left in the conjugate was tightly bound and could not be removed with the addition of excipients during the purification process. (B) TCTCe6 was analysed by UV-Vis spectroscopy shown overlayed with a spectrum of free Ce6 (dashed) and free TCT (grey). The Ce6 peak at 400nm broadened and the 660 nm peak red-shifted upon conjugation. Despite this the extinction coefficient of the free dye at 400nm was used to determine the dye concentration of the conjugate, protein concentration was determined by Bradford assay.
